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(57) Abstract: In a protein translation system in the 
presence of a C-terminal modifying agent which con- 
tains an acceptor region having a group capable of bind- 
ing to a protein through a transpeptidation reaction and 
a modifying region containing a modifier and linked to 
the acceptor region 
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viaa nucleotide 1 inker, a translation template containing an ORF domain encoding a protein, a 5'-nontranslation domain containing a 
transcription promoter and a translation enhancer and located in the 5'-side of the ORF domain and a 3'-terminal domain containing 
a PolyA sequence located in the 3'-side of the ORF domain is expressed to thereby synthesize a protein. Then the protein thus 
synthesized is purified. Thus, the yield of the modified protein in the protein C-terminal modification method can be largely improved 
and protein interactions can be detected at an improved level in the method of detecting interactions among various molecules. 

(57) Wfo: 

* yntW*^- Kf SORF^Jt*^ 0RF^fej4©5' ftjtfig-ra. fe^n^E— 

* ct Zfmmx- > n > +>-- £^&5' #l$IRfM > ORFfI^6©3' fflij izfaWTZ . 

ng*s sf^fflt^^ t j; a ^ > / ^ Kffl cotktti & £ n it v ^jix mmr 
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mmm 

X)\s—7°y h^P V (High-Throughput Screening : HTS) Itfiofcmz. 

m^is^M^ x. -fe > h m4 * — s> > ^v*s m^m 
mfi-ytms t-yyym, mmmm^m^m^tm^tixh^o 

^^6ffiH^^& (Fluorescence Correlation Spectroscopy : FCS) & N 
g&^W:6#'i>& < (^^7iA h U V h)V) s $j5©$Ha#$g < (*5<fc^l0#) N 
HTSOfc&oaSMbtfgMrcfcS (HBKfcEVOTECtt-Cfctl HT1073^#W±©^ 
^ y-->^£^5 «>;i/h7HTSSBJ&Lfe^il©IB»*fTJ&oTV^) ^©5 
tftffl3f*fcLT«ft"CV>3 (^«# (1999) M£fO«@#f{t 44: 143 
1-1438) o $Zte2mn®Mft&m%m^%n?tm£.mmfrytm (Fluorescence 
Cross-Correlation Spectroscopy : FCC S) Xl±. 1 9M<DM3>£&M&% V> ^.FCSTii 

HIST? 8 o fc Iras©* § £ % o#^Hfl ©*@5fEffl * ft* pjf IT* & t> s * > 
^^WffiS#ffl©HTS-NCD^^f#^tlTV^ 0 bfrb^tlgSTN FCCS^ffiV^ 
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2 

mmVT^Z (#H¥ll-322781s #IS2000-139468) 0 commit, fikftO-fb^ 

mm u £ e> ic^a^ >^^i©Mf$fitt s - ^ t £ o -r , 
ftffl £ ofe#^ tife ^ sowmm-r %z.tx&%o 

0f5^>^^R0lR«*UOOfg?a<±i^T^^^^Mmbfeo 

h ^ejusi-r s ci ^ n £ d 5-6 fgsiiR?»^±#f sc^^^b 

-visPTjr^j xmxmfetz z\tiz£!) s & yn?m.mmmm j ?$ 
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y ^>f-^;M3\5' )-y ^^;i/Sr£;fcS£h/W£ bi^ 

^CDW§*)^iJ:W$ bV^ 

s-r^s te^7°D^E— &£wmw.x-i/s\y-y-— ^^tss'mmmnmt, orf 

fWCD3'ffl!lfc{ig-r^s * 0 UAIB^J^^tf3'«^^^^^MiR^>ri/- h 

*igBjaiR^>rb- hfc^^-r(±s orfm^(±x »^b<{±, ^©t«^ 

trm^Z^tS o ^WJtt£?£ b < &His-tagiE?!I£^ifo 
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mat, c^nmm? w^k(ak «^j(b), &j;t>\ niR5P>:ri/-Mc) 

§^£ij 1-11 ©fSjgfco^T fcifg 1 3l£#^o 

V^JV^m-to mmffll 2~1 8cD«^fc^T&Jg2 3t£#JiBo 

Z'-^^-^^^^^^C-dC-), 2'-^^^i/^^^;i/-(3 5 3 5 3 )-2' -rr^^i'^- 
Bt(-rCrC-)t\ K 'J >*-Ml^Oli, (-none-)T^bTfe^o 
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® So 1 : Cy5-DNA + RG-Jun + Fos^ 2 : Cy5-DNA + RG-Fos + 

Juik 3 : Cy5-DNA + RG-Jun + Jun s 4 : Cy5-DNA + RG-Fos + Fos G 1*5^^2 
l± s Fos, Juik Mk<D3MM±T%M%.f£l&ms 3#&V4\£s Fosg; fzl± Jun© 

I7li, H1R ^ > 7° 1/ - h © MM&Mvbm^ R f 1: Tf£ W £ ^ T 0 T & S o 
A:##PJ©illR^ >7 V— h ©3' 5k*g$W£©# U AI33m©$jlil£^-ro 
B : ©illR^ > 7* 1/ — h ©5' UTRcDlIlR^ > 7 n > -y--©^ § ^ f „ 

^©*g^^^-rHI (^X) t^^o 1 \±¥3rJ u -)]sAbm.ft;& (TAMRA) ^^1— 
^fcW1-^^fP^Jt:c-Jun^>^^K©C»^filfpbfe (lf;tf-> • gbtefl* 
fP^>/^K(c-Jun)) o 2^M^a (TAMRA) (Dfr%mT&WmMXc-J\m$ > 

i©f»^J^^;H:b-eiooofS«©»t^-^>^lnii^tjn^fe (tf^v • m^fi 

fl^ffi^ W^SI(c-Jun)+3«H;^>) o 

mtm (^K) tfe^c *9-f YJS^X±.lZs Cy5(635 nm1?m^%«l^)"C^«P 
LfeFos^Jun©^fW©DNA^ia^U £ ftfc«f|iFos#:£TT-P~^ >^ 
U-> (532 nmT^^«) X CJdfttfi&ffigntzJw (£) hp53^W^H 

«E«fjW©<b^^s^-rEit?*ao 0WJ2 1~2 5©«jtt-3 

01211 Cy5^ilc-Junt^V^Tx ^ U t^^PXDM^ fc-^^v- h 

»nfc«t*iajR«*ifti*bfc3!es*^-ria (^*) x&% 0 25^m cy5-dc-t°i 

-D?^» (#£«J9) #4Ts ^*ft©»BNA*/J\^ffiE^Wim«T?»IRbfco 

hir«±« (v->i) s =.y-tr)^]y-Ymmmm\) (v->2) N ^ 
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-;w§m (v->3) ©#iii^*12.5X-sds^';7 > ^ u;ut^ Fmm^ST^i 

m^liftMW^g (Molecular Imager FX^ p*t) ttffibfe. M 

ft— (7°l^>^3 ft— s /Wt7^Ft) -e&& 0 *°Ubx 

Ell3l±s ^@Cy5-dC-t°o.-p^ 5/>£J3^Tc-Fos£#ftU -y^r;i/^r 
I/— hTOT-0H]lR§^ftrLfe^^^-r o Aii!iM§ s 17.5% SDS-PAGET^I 

-^^-n-T^ $/> (^ifu^ij 9 ) , m=ftmc-j * y vr#*-> mmm 2 5 k 
9) fcit^Tm2mm^-£m.y£wmtstirzo 

j ^ J If ;t^>£^t?Cy5-dC-t^-P^ 0i»J2 5) tr 

(l/->3) £17.5% SDS-PAGET^Ht^ ^®#ll*f (A) N -f Ay7*Dy h 
(B) izxmtii Ltzo ^A;/n^ t±«M&Stre#«£&# U tf- iJr>7D7 

fc^^J/if* ( >^^3 >*±) £SJfo£-hN ECL^y h (7?^>tA7 
Ell 5 & N -f ^ y tf ^r^>^^tfCy5-dC-b°a.-D 25) t 
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— >2) &ZMtil7.5% SDS-PAGET^iHU SyproRuby (=£V*3-^-7° 
P-7^±) let* WS*H%3fefi& N m^lfflM^fbfco ^M/7h7Cy> 

bfcJlSJRS^-ro Cy5SI|»c-Jiin N D =• > ^ U ->*Si£c-FoSs 43 ^t^AP-lfB 
#J&&oDNA#10 nM&Yg-£bfct§i^ (Cy5-Jun + Rh-Fos + API) N fflS*@HM0) 

tzo —ft, Cy5ffif f$c-Fos^ P — V 5; > y U - >*Hf$c-Fos, & «fc IFAP-IIB^'JDNA© 
m& (Cy5-Fos + Rh-Fos + API) {iffiSlilitflfe^M^ofe (fi;*L) 0 

01711 7Dt^ >-7-f ^ D7l/^f ^ffll^c^ W^STOfffflOttB© 
JS^^BJ^^-TElT-feSo S±l2fc*Ili8£©SfclOT"£&So (A) STA-Fos(F)*5 
£ t>*STA- Jun( J ) © tf * > 7° U - h ±-\CD ® }£<fb CDm^SIHtruf** ft V n fe fifeggCO 
m^&^Tm («) SV^OgBBJUa^-fo (B) STA-Jun(J) £STA-Fos(F)£ 

EI (3PK) ^cfctN'^OH^BJlII^^-ro C^^^^Fos(±STA-Jun(J)^«#MBt] 
CffiS^TStfs STA-Fos(F) t i±± < ifeSftm b&t^ CI ^^So 

WT\ *IBH3**e>fc^jWlt:|ligli-rSo 

&m ts n & *m wmmM& «t wis bmir t>7u- h 
(i-i) *^iifp^>/^i 

*mwim? >^?m%wffiT& tit, ^omm^mxit^ 
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( 1 - 2 ) *%0J§f«^iJ 

mmm&m?bti%o m^mmthnts yjv#um>m&k p-^>^ 

Gy3, Cy5, ^^>>lf^!j s NBD M&MXi* >J*?m 

(GFP) f©t)fctt^>^^I^?»c £fcs ^iMDIhltit tf^> 
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§ R&S <r 2, m&mw u-r *n £> n~t w % tK t- i± * > ^ * n©c« t $g 

-at"?) d h/b s £n £>tlTl^ (Miyamoto-Sato, E. et al. (2000) Nucleic Acids Res. 28: 
1176-1182) o ^mmumX^Z h^~e#3t:"i — Dv^ ^>I|ftil ta- 
nv^>>h«*b b. * W< * fffiC«t^f 2.^J:tf-et5 

— DT^ >/>T ^ J ? P l/^--> h\ 3'-N-T5. ;7^V7f; ^>>7^7^b 
tf U^^^K (~rC-) ^fe^^^^r^y^^^lyTi-^ F (-dC-) 

u ^>?^;M3' ,5' )->; ■tfi/3 u i?jim-c&z>ztm : ?£ 

Its ^tigf«^©jb^^^{c^oT^^^§C^fcJ: SgSBTrs^ 
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timmw lt m^m'p tr#^ > & ¥&m& u it * & v k * r $ 
it^iitSuhfeTt^o tern® tit Lx=.ysrjim<D&mj*>%: 

(1-3) *%0JMlR^>rU" b 

Wm^>7*ls-hX'&t)s il©Ct^1-J;^fc s ^UAlB^J^^tf3'*i^Ws 
te^TD^E— ^ — S^«5'^WbR««(5'DTEK :fe«fctf N # >/^f K 

M^ils ORFfM© 5 5 isiJt^MT^^ te^rn^E-^-^J;t5fl|Rrc>/\>f- 
— £^A,2*5'UTR^ 0RFM^cD3'f|iJt^g-r^s U AK5B(polyA)*^«3' * 

^^^^L^mm^>y'\y—h\ts 5'UTR©S5^7°D^-^-^LTSP6 RNA 
U ^ 5- — -t? © r p ^E— * — IE#I ^^^-s ffliRx w \ > -if — b T * ; t n *f 
^^-f ;V^(TMV)<Z)^-^^lB^J©-gP(029)^^-tPo £&s 0RFfI^*^©-fC^ 

^/£p— K-TSiB^I-eftbs #?£L<fci:His-tag (^'Jh7?-y>^) 1B3*J£ 

^ tf o *^bj«ir^ > r u - h %m ^ x mmg tit *m mmm ?>^?m*tfv 
*B3Jiiii*fc*v>T r ±^5tj *<ttr rr^j 2:14s m^tzitmm^m 



WO 02/46395 



PCT/JP01/10731 



11 

( 1 - 4 ) *mmmxm 

^mmmmmis *mmmm%m&Tx\ ^%mmm^>y"\y-h^mmmx 

fro 

pw&f&^otpiz^ ±mmm^>7°i>- humz-s isi^ti~ioo ummmm* 

«»#1T 3 £ (3 £ o T HiR 1*0117" P "fe ^ $ fc f«£B 7°D -fe X t#t f 
feSo HtR^>7°b— His ffll^Kt^tTl«SI)0»t§o 
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* £s ±ib©§!«^ b fcmm* y^tm^mmmmx^mnm b 

fifli^ttfc^ S^StfeftSo 

^am^ &mmm& >Mm&mm x^t^yn^ mtmrnfr? tcom^m 
^stfeots m?y^?n%^ts*%mwffi#y^pn*m^z>zt*i&ffl. 

m(Dmm^miz^^xm&£n%±mm^(Dmh%m%.T& z t t ± Dwsft 
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i&^ih^m t. itiis *mwBM ? > ^ ^ k ^ muwrn ? % t & ^ -r 3 rb 

^TfclS£i$fc*?SRbTfci:&£>fci\> ^t^fcbt^ Mu^s M^IS^r 
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mntyj^U^^f >%km, P-^>^?!k Cy3, Cy5 s ^^y^-k NBD 

^^t^o jyro^&s 0iit«N ^#^#*>^w©«£\ ±i3 (l- 

«H»fP^>^^H*feM%0^^Mv>^tii>tI«^(±Fjat^b 
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;t^>Xfc£-f $ J b;t^X h-^^>;^IAjt/ h-^, G#yj* 

yH/b^>xtt-f ^ y b^>, v;pf-^|*^>/^SA;i/ h-yu 
# 'J t^^y >^7^ F/— vtr)V&&\,^u^)v ^r> s Pfrf?- 

^->-s- h^>^7^^— if/^;b^^^->, mfc/mmft? (^h-b-7) , 

b h\ b°;nf y^T;i/^fc h\ b^-^Tv-fb^>^v*>. h;i/^>-2,4-SM 

Mils fS^ib^-t)^@ffi^^^^^©tffl^^tii.B^D©^^, JlWjfcfci 
^!lx.«\ >Ms yVl/^^T^^'b Fs b°;i/b> yr^'b b\ 
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v > if ft 3 M * \z 38 v ^ x & PS j£ ft) «SR b T & & ft v ^ « ffl v ^ n 3 M & & k b X 

* $d p b fc t i/ e> s *s t ^ b ft 1 1 «fe * > ; t * « * t «fc 
( 3 - 1 ) m#*BH*Hte$s 

*£3ftfflW#3fe$£ (Fluorescence Correlation Spectroscopy (FCS) : Eigen, M., et al., 
Proc. Natl. Acad. Sci. USA, 91, 5740-5747(1994)) & x b~ if — SHflR8^©T 

J;Ds liSfffflt^^§I^t§3^^^§„ 
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ffofaomUbtl— hVT^Ts (Zeiss) tt^^&r^JE^n-r^^s #;&8cfc:fe 

c *«fp^ ^ ss$> £ v^wttfl^ ©i^r ft * hbTf^-r^ir^ 

b*»u 2 3M©&^fi&&^3m^fflEffl&s#^8s (fccs) j± n i«$t© 
©igsf^ffl *»§§o 2 sib © m^fe* s « i "> * flbo^rs b r « wn« 

(FRET) mmn^tiXl^tK Fm#£C3fc#>tcfci;2o©gbte 
^^40-50 AJ^^t^T^^/b^Ds ^>^R©X§£^m?fe-fe*©tt 
V^V^ffiltiot^ fflSf^ffl bTV^T*)FREW^iJ^ft^V^Pt'I4^^ So 
FCCS?iTi±ffiSfflll©^miim^fempB^©gg^|fcf2!<#b^^©-t:\ ■€•© J: o tm 

mtfitt^o -Jos mcD^mm-^^^m^m^mmmttmr^hs fccs&ms 
&^>r;vs#4>&<, t^m^* s ^<N HTs©fcfe©g«j^b^^©*m* s 

&tt w# e> ft* ©t% mmy^x^E >&mm<D & o icnm^^mm^mm-c § 

^ftfcttJBT?ffi5^ffl*tftm-ra©fc^bTx Fccs&T-i±<t D^o^ffifcaav^ 

% lta©^tr0M{-^mi-*ci^^T't§o 
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^^ti&mmmmzm^ & m&x c *«fp ^y^^mmmv tz mm §kau 
* e> fc isiMaiM fcaa^tg-cs^* « l it mm mts^t^ot 

/Bissau *^^;i/fcsv^tii^sa«[«©«fl9^-?*a[sis!x-rs^ 
(3-2) m^-r ^-^>m7>fxffi 

- © &m^x*>wR-m mfr^mmm'f m ©«^x \±mm m&s 
£ nT ^ § ci t tfi&m-c & % o mmfr^it mMfcvxm^z itmm $ 

& ^ Tffi v a § ±§i§r t fc£±fB b tz iSHKWR C =fc D f^fp £ tiT ^ § £ i: & § 0 

©^TH^fb^nTi^&c&fflv^ci bftx%&o 

ITIt ^>^^K^W^^Iil^bT§©icfflv^^t^^^7^1S J 9- h 

^l/^FIfU DNA, RNA S irtfk ^JV^^aiJX ^M*^W^SK§0 
b tz ±f B*fe^ ^)ffiV^§^h^T-^^o 
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& n«V><P3& 5*C"C*oTt«k^ n * b < J^fPTO^fe % ^ fc* C 

* y n $ R £ imSrtt^ t £ b Hffi ± lc i: if * o 

^Pfr e> ft Sg^*^;* D ^ro rUSK©^ p< -S> > ^^5^ 1f- 
*ffl^T»^*ai'»a:»*f'r*eii:t:«fcDs H^b&ftfc^fcffiEfftBt-sa* 

*«f«i*R CHt^b £ tit ^ & V ^M© C *S^f^fp * # § ^ 
(3-3) S^fl^^l^-^ttSc 

3r-&m (FRET) &#«fc <fcnfeftT^3o FRET tits 2»©m^-fe*©-^ 
^{fcfr £>£^ -5 "fet^ ^©Jfi&^^^^-^sg^^jgj^UT b 



WO 02/46395 



PCT/JP01/10731 



20 

;*c§^£#> mmmzz-r* m-^focom^^ FMii^ti^^ 20© 

m^^fe^>^^H (GFP) (D&Mvmte&^mfocDmfr&to&te £ 
m<DX.&tLT&, FRET£S£b3fc#)C 2o0^fe5HAS 40~50AJ^[*){3^S 

( 3 - 4 ) x;^ y -fe > h ii^>f — S> > ^fcfc 

>y^> hij^^— ^>^££;fc£ s Funatsu, T., et al., Nature, 3 
74, 555-559 (1995)^fcffi«&ft*C^S;£8rT?s ^^©jMf^gl^b bfc 

py^^^©#H©M^fflv^tis »^b<fffi^^7^^i^ti§ 0 £fcs 
u -*T~%®m.ftM %W5<tz&> ^mm^m^m^ b tc & © w t b v ^ 0 

£ S^b^-sSM* bfeS^fcLT^ I^^^If^ffl I" 3 
(3^-r3^^T$.tl^V^^3%©-e$)-z>T% <fcl>#x b < iiitftbt 

^^^C*4^lfp^>^^K^3^{±^m^^^b#Blj(3MitM^n§ 
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mmm tag m ■& mmx $s«? l & js** *ffr* u £ ®*gsi® fc$iT -r & # & a* 
-r § ^? * isi ^ r § £ # 7? § * o 

Wkcoc lammm &>^?m&zu m&mmm^ & #±tft ittt ei^b -r § -n 

( 3 - 5 ) 

^il^S (Perran, J., et aL, J. Phys. Rad., 1, 390-401(1926)) J± N M^M^XB 

ii^ot^^©fc^bts £ttjfift#j8^fc#>fc:;ft 

ffl^r^ s, c ©a^PojssM&is «fc (D&fevm (3 18 -r § -ft wt# t,tiz>&<Dx»$> 

Tr 36 o 

^©^^^ff afe<fe©^g^LT WJ^KBECON (PanyeraftlO ^#TfJflg£*i 
z. (D Jim -&m v > X # 5r-*W^?liB«S^M©^X l±##r * fr a « ^ 



WO 02/46395 



PCT/JP01/10731 



22 

§ 0 ffls^fflcD^jg^^-rm«i:bT^s mz.&-mmm<DC3zmfem?>H? 

-?) o 

( 3 - 6 ) mm^y X^E >^n,|^ 

x^e >±±nit& ^ ^m/m-kwrnxmrnm ts^ia^tii 

X^X^E>»£B£*U in^S*r^£D^Jg^ftiT-?|IJ^t-a^Tfe^ (Cullen, 
D.C., et al., Biosensors, 3(4), 211-225(1987-88)) o ^©^^^fflV^T $ 

c 3£«ff ^ >/ ^ k £ @^ti t & tz isbomm t b t b\ # ^ x om^mmm 
x asm® x^ x^e >^mum izm^n%§(Dxifotim^&& ; b(Dx 

tb-oXb <fc <s l/— if— ^£MbTM&*t3|s^£&3&<7)£ UT-MMtf 
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^rz^mmmcommit i 00-200 oAgi^itfe^o ^cdj^&mx 
=7 z^>&mmmmmmK tLxr$m£tix^&&cD&m^%z.t&x%&o c 

M-fr^fimm^m -r & \z izmm T&x&x&tim^-&&&(Dx&^ 

Z tl <b (D ft m & rj? M (D m m 7° ^ X ^ > # m m g s M X. fc£ B I Acor e2000 
(Pharmacia Biosensor*! Si) id «fc o T •£> ct V^o §iitLfefcts ^tlgf* 

m x^ x^e ^^iftg^g^ffl^T., ^ ti^- n©siir^ © m mm 
mb*mfeT%zhiz&v), mfefc^ntccmmm? >^?'MtmmftT(Dm 

z-cD-jsmzjoux, mmz.^m.<DMffiitft a^tbtiis ^j^«±ihscsx 
0-7) mmmmf&mkfem 

\^%UWM&M%kfe& (Enzyme Linked Immunosorbent Assay (ELISA): Crowther, 
J.R., Methods in Molecular Biology, 42 (1995)) f± s @lffi±fcia^:{b LfztfiM IZMhs 

^b^tlfc^±i3h^^^fe^*^itlh^l^i3M^1-af»^ (I gG^) 

miso^m^ (elisaij-^-) ^ffl^Ttij^xM^-r^^r^Tfe^o 
tm ^ & & c Mmmm * > ^ t? ft «±f a u tz 13m \z «t d £ n x v ^ £ t & 
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iz&^xmfoh&z mamma* % mma*^mm^ b^^tut 

(4) ffi5ftfflt§^O^M 

±13 (3) (D^n^fi^mz^bm^fhcmu\UB^y^^v.^(Dmzm 
m*is^j^^^-r s £ h ^ £ o 

(5) C*i»fp^>7^H©@^bc7)fcfe©^e 

±S3 (2) tf3^LfeC*^^fP^>/^«cDfMgP^^LfeEIffl-N©^^- 
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#^CDJg*lB^!J £ * -oDNA^ mm b T LfcTO^ t btilt § 0 - CD ^ § 
1 ) f«^iJ©^ 

£jLfc7a& (ikeda, S. et al. (1998) Tetrahedron Lett. 39: 5975-5978) ^ffll^^b 
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2 l±tfU>V (7* Ujb-£3feBU n-^-7W) iDlAlfeo {«#J 

SX^J/>^= F^l/^rayrn-Zt C^Ut^^Hs ;tb^>M) J; D 
IfAbfco MTOBackman DU 640*^ hP7t h * -^-£fflb-»^bfco 
7^^^^ >;W±Finnigan MAT%t©Lasermat 2000£ffi V^TiPJj^bfco 

1 - 1 ) 1 &m^d«£ij 1-11 ©i^ 

-fb-^-tJl (400mg, b°j--PT^ i/>a»10//mom^) fc£fU WT©A~D 

©Mil # ffi fern® ? ? \y * h* $ n & £ -a n d ?g u tr & o & o 

p<^b>5 mL-<?3@^#nr3o IISIbI b?ll#£?i D M bfc@^ UPlzkT-fe h U 
;i/ 5 mLl!50^T§o 

B. 5?^ b^"^ K^X^T^^V h30^mob 0.457 b 5> V*— ^-^Tk^b h 
t§o rb h - h >J;v5 mLT5[H^fe#1-§o 

C . 50 mM3 ^fS^t O h ^ b KP77>-f'J^> -7jc= 7 5 : 2 0 : 5(§ 
git)) §1 mLj&n£gMT-3#K;&g^s b'j^>5 mLX»3\BWc,&TZ>o HSIrID 

D . lOJftfcfcPK- b U >^M1 mL:fc «fc tflttJt*<Z>4,4-$>* ^^7 5 y b U ^ 
>*JnAM"C20^|ffliSca^ bU^>5 mLT5HIs M^^b>5 mLT5|l]^ 

T£>o 

7*1.5 mLj3cfc^3:^y-;i/0.5 mL^JPx., SiBT!l4lSIHIigjRLfco £ D 

HIOTf* (CPG) 5**«tJjg9£*bfco 0 2 4>Y^tert-y^;v 

K-^h^b KD77>S«400^L*Jnis S?UT14Hf TOSf^MMigbfco 
M&HPLC : YMC*± M YMC pack ODS-A SH-343-5, mMffi. : 1 



WO 02/46395 PCT/JPOl/10731 

27 

0~60%T-fc h U;i>-0.1 M V^JVT>^-^A7K^Wi (pH 7.0) © 

30 fi-mommm&mzs io mL/^o TO^bf»^ji~i 

fiWrlll : W 31% UV (0.1 M h VxmM&m%L pH 9.0) Amax 500 nm; 
MS m/z 1298 [M-H]~ 

i&mmz : 42* 28% UV (0.1 M h U^MtR^M pH 9.0) Amax 498 nm; 
MS m/z 1586 [M-H] ~ 

: lUm 13% UV (0.1 M h UXtgibJ<?§M pH 9.0) Amax 500 nm; 
MS m/z 1314 [M-H]" 

f«#J4 : W 7% UV (0.1 M h V *ffigfcMS*£ pH 9.0) Amax 499 nm; 
MS m/z 1619 [M-H] " 

f^fP#J5 : IR* 48% UV (0.1 M h V XWBtok&m pH 9.0) Amax 500 nm; 
MS m/z 1312 [M-H] - 

^MJ6 : !Um 17% UV (0.1 M b V XiM-Wkm^ pH 9.0) Amax 499 nm; 
MS m/z 1617 [M-H]" 

f^WJ7 : W 79% UV (0.1 M h U^MtK^M pH 9.0) Amax 500 nm; 
MS m/z 1320 [M-H]~ 

i&MM8 : Ifc* 71% UV (0.1 M h U XJgK*** pH 9.0) Amax 499 nm; 
MS m/z 1336 [M-H]~ 

fi«iJ9 : « 11% UV (MeOH) Amax 643 nm; MS m/z 1293 [M-H]~ 
WffiMl 0 : Um 8% UV (MeOH) Amax 645 nm; MS m/z 1582 [M-H]" 
f«g"Jl 1 : W 81% UV (7JO Amax 273 nm; MS m/z 1164 [M-H]" 
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1 - 2 ) 2 zm^tzwrnm i 2 ~ 1 8 co&m 

ih-^mi (400 mg 3 ti-DY^ ^>a^lO/zmomW) fcfcfU ±I3A~D 

<Dmm% rRfm<o * >? u * f- y tm a $ n & * 7? m t> ?s l ff & o & 0 

2 & X tfimfeWVD A & tiMh&yo 1 fcr*t b 3% hU * n n - 

?-u>mm mhum, mt^^u>5 mi-nsmmwh, Mj±T^Mbfc 0 t#e>tL 

fc@^%fcfif«iftl3H^^^>>f ^ F16 mmob V7D If)]/^)VT^>1B mL s 

d3«fcVi?^^;i/*;i/A7^ Hi iL*iDiMT!48i©iigig»Lfco W&to-z.v*?- 

JV^JVAT^ K5 mLT-5tl]s ;i/5 mLT*5H]^bfe^ aT^^Tzkl. 

5 mL&cfcl^^y— ;K).5 mL£Sn;is gMTMKMSIlESSLfco D ElfflS. 

f* (CPG) £J&!9|&;^ 3«&»JfifSeARbfco 0 1 4>Y^tert-y^;i/^^^ 
;W> V )\/**i/&(Dm&l±n&tel M^ h7^1/7>^^A7M'J 

&HPLC [*^A : YMCjtfc (l^tPJfr) M YMG pack ODS-A SH-343-5, mm. : 10-60 
JgT-fe h-h U;i/-0.1 Mffi^h U^^;b^>^-^A7jc^ (pH 7.0) 30 
cDSilt^R ffi,M : 10 mL/#) TrMMf^ ***§S£*5IU f&flii&l 1 2 ~ 1 8 £ 

fi&AfrJl 2 : JR* 6% UV (MeOH) Amax 503 nm; MS m/z 1295 [M-H]~ 

3 : W 6%. UV (MeOH) Amax 504 nm; MS m/z 1585 [M-H]~ 

mmmi 4 : IR* 3%, UV (MeOH) Amax 503 nm; MS m/z 1313 [M-H]~ 

mmmi 5 : J&* 2% UV (MeOH) Amax 504 nm; MS m/z 1618 [M-H]~ 

Wmffll 6 : IK* 2% s UV (MeOH) Amax 625 nm; MS m/z 1484 [M-H]" 

mmmi 7 : IR* 4% s UV (MeOH) Amax 646 nm; MS m/z 1467 [M-H] " 

temffll 8 : IR* 4°L UV (MeOH) Amax 590 nm; MS m/z 1639 [M-H] - 
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m2co^mcx^>x^m^titzmm\ mmmi 2-1 8) (v^mm^m2 
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i - 3 ) mmm i 9 &&mmm 2 0 o^mm 
*«tr«iMau 0WJi 9*<tv2 o^itfeo 

f«£iJ©«&WT©® fee 
fitfogij 1 9 

M 505L UV (50% MeOH-H 2 0) Amax 558 nm; MS m/z 1631 [M-H] - 
mffiffl 2 0 

iRsfs 44%. UV (50% MeOH-H 2 0) Amax 558 nm; MS m/z 2037 [M-H] ~ 
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2 ) dna (omm 

v<>^c-fos43 ck^c-jun^tfK^^s x'^testis cDNA^ -i 75 V — 
ft) *£>WT©J;3 (-^D-->^bfe 0 f;1\ c-Jun©T^ yStlE^c-Fos*? 
ctt>'DNA^©|g^-i-^S^216~318#@©T^ y (Ryder, K. and Nathans, 

D. (1988) Proc. Natl. Acad. Sci. U.S.A. 85, 8464-8467) fcffi^-f ^Stfe^I^s PC 

Si^f • ^s^s^;W±J: D^^tifcr^^ ^ F©sP6:7°D^-^-ia?nj© 

T^U'^n-->^U r^X^ FpSP6-jun£f#fco mmz, c-Fos©118~211 
#g©T ^ ;WB& (Van Beveren, C, et al. (1983) Cell 32, 1241-1255) fc^T 
%mm%s 77^y- (j^SIB?[!£I2?d#^3&J;^4 t^) M^TcDNA^ 
-f U — J; t> ±i"HI l> ^J** HpSP6-jun©c-Jun^n— F-T^M^A^ 
is 7*77^ FpSP6-fos£#fco pu— (3tfe^»fts 
©BSfei^ £tKi£St, :7°^X^ H©H|I|X&h*) ^Molecular Cloning (Sambrook 
et al. 1989. CSH press) IZ b fe A s o fz o 

v ^ ^ c-f os*5 <£ tjf c- junsns^&^-r s m omm mmwwhm u 

TOi^tllbfco 75X ^ FpSP6-jun^»^^ LXs SP67"D^E— ^— 0± 
^©r^v- (^aiS^%IB^J#-^5 {3^-T) &J^c-Jun©C«j£ 60© t 

xf^>§3- K-r^iB^j (His^^) ^{«i-§fe<&©r^^T- mmm 

^IH?!j#-§-6 C^-T) PCR&C: J; D iiti Ufco ^^^^KpSP 

75^ ^— (m&mn^mn^ 5 izmT) ^j^c-fos© 

cm$tems#7%mn-t%f£®CD75 4 (mSlB^J^IB^J#-^7{c^T) £ 
fliV^Ts PCRfgliLfeo ^tt^» 2o©DNA^QIAquick PCRIfM^-^ h (^7^>ft) 

t t> * c-Fos/c-Jun—Sf* ^#Hl3tl fc^-T £ DNAomTtWKM-^ WT© <fc 

I2^J^lB^J#-#8^J;t>*9^^-r) Sf^jV^bs 0.1 M NaCl#ftTT'95°CT > 
Sibfe^ ^S^-C^U DNA£T^-;i/£^-*tlDM&!#fc 0 £ti£^© 

3 ) $e¥ • ffllR 
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v-^^c-fos^^^c-junCD^tfe^DNA^, Ribomax RNA^^^^A (7D^^j 
*±) £fflV^TSP6 DNA^Ut<^— feffcj; D^bfc (37°C^ 60^) 0 
ji&}j£fc:RNA^ 'y7'7tn^ (^-T 7^^^^-U3z>^;^±) ^Jn^ N RNA©5 5 3*t 

*±) fc;!jnx.s 25°c, 60^soS£-&fc o ^fiH n 

-^^>yj-X Cy5) hti-n7^»^P^Mo'J>ij-§#Al 

(Molecular Imager FX. ^-f^y F}±) fcrJ;t)l&Hi -^fibTco 

in 4 izm-r t N # >ji?nc-¥os<Dc ^mmvhmz, mmm®??^* 

^ F U — #&V^li§rf;:j:t-<Ts §*100{g±Hbfco d *i£>©^Jll&c-Jiin# 
>^H7?&|5l*r<?feo£o y- 9 U 3-3- F U — ftWCdC- (f^»J2, 10. 

^ -rc- (0^0 3) it-dc- (wmmi) izit^x, mm^mmnizi&ifi^fd 

ifis S^fc-rCrC- (i?»J4) &-rC- (l«$J 3 ) ttt^tl^ofco JitX/* 
^ F U -dT- (WMM 5 ) N -dTdT- 6 ) , -dA- mmM7 ) . 

-dG- (0»J8) -e» s ^{±MS^T'i±^^ofe^ 5^^^>5^;i^&;|>^ 

j> (mmmit2) iztt^x^^Mt^mommm&.ib^^um&i^^tzo m 

ftS#n-^=*>^>;->(RG)<D*i£- (f^WJ12hl3) {is MiivfJgoMlp] 
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-i^KBbfeo ££>t^ ^>^H£^&^ffiH#£^>3»^A (PD-10. 
4) m^iSIIM^-^ 

t«D-^ry^'j-> (rg) ^mr^mmm (mmmi 2) -e^te^n 

* > ^ ^ || c -Fos & «k £>*c - Jun t Cy 5 1? mm $ tl tz DNA t £ m V > T , ^fctB S*§ K 

^^-iWf— (^>^7%fc) };:©•£, m^gM^^ff-ConfoCor2 — 

X*t) £^T3t7te*@SfflM»J^Lfco ^©M^s Fos, Junj3<fcOTNA0 3a 

s^TSJn^fciCft-cttffiSfflM^ffiSi^nfc** (m5©b 2) , Fos^fcfctJun 

O— *#^ttTV^S^tmT?«±ffl5ffiMttlS«l*nJ&:A»ofe (0 5 ©3, 4) 0 
ft«B^n&fflSfflH©«cfiS#P«f©«S^ ^f*©^30%©^^^b-tit^rf*^ 

1(T 8 MT% ^ti{±«/b^^oe>tiT^feSiJ©^^fcJ;^T5f<fe&tifcfil^J; < — 
gtbfeo 

fit _h© rigid * £> s ft ^a-nY^^V^P^tr^^i'^^ 

U >*-^#Abfe^fP^JSffl^^c^tJ:oT, fSe*©JKilO(M&oiK4si?^ > 

«#!|2 /jN^K^©^|EBWIR^ti3(t§iIIR^>7 0 U- h hm«fP^i* 

vt>^^^©c-jllIlS)i,V>{±c-fos©$l^aStLTV^§^^^— ^7°^^ $ K© 
IB#k ab^tt^S© BB#J tr DNA^ > 7° U — h £ TaKaRa Ex Taq( ^Mfe ) £ 
fcfc^TPCR-CiiWU QIAquick PCR Purification Kits(QIAGEN)T"lt M bfco P 
CR©?>ri/-M^ c-jun[pSPAMK c-fos[pSPAM]i5 J;t>*c-jun[F] &MtiM 
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SK#!£E#1#-^ 1 0~1 2 Izmir) fcfcs Primerl (7*7 

-F/7^y-) t LTSP6Fi:5 5 SP6-029 (*ti?tii&gm&}%W&m^r 1 3 £ 
ilfHfc^t) *s Primer2 ('jn-X^^Y-) LTJunHis, JunHisA. 
FosHis, FosHisAs JunFlagA, 3 5 HisA:fc J;OTFlagA (*ft*;h,jfi£Eai&Eai# 

-§-15-2 ifc*vr) %m^tdo w±©5fir^fc:«t DURr^ri/- h(DNA^>r 

1/ — h )^rf#feo £ tl^RiboMAXTM Large Scale RNA Production Systems 
(Promega)£ffl^T> ^¥(37°C, 2h)U RNeasy Mini Kits(QIAGEN)T"|f K Lil 

m^yy-v-v (rna^ >7°\s-Y)*ntco mm^ >y°u-h <D&*mmm% & 

fc77^-?-tfot rp r i m erl^-Primer2^j O^T^o 

iiir^ >7°u—hcDtfv A^mcomm. t mm*- wn > -9-— & «^ * & 

K)C 2ooHil%fT-3fco PHii^&Wheat Germ Extract(Promega)£ffl^T^ 
(tWftSIl) ©#4T. «1R(26°C, 6Qmin)£frV\ fflliRfcH&Sffc:* > 
^7jt£«U 17.5% SDS-PAGET!$MfrU ^(Fluorescein) fc «t otvjl/f- 
MWBflfgBs Molecular Imager FX (Bio-Rad)XStsl bfeo ?>^*,fj20~25KDa 

UA©E^JS&JRH»t!ttx SP6F-JunHis, SP6F-JunHisA, SP6F-FosHis^J;r>*SP6F- 
FosHisA£, 02m^m%k~£l±s SP6F-JunFlagA, SP6-029Jun-FlagA^ SP6F-JunHis 
A& J; IFSP6-029 Jun-His ffl V ^ 0 # V A3frS©^lfe*C8u SP6F-FosHisA£s 029 
(±5' SP6-029-JunHisA£ l.Ofc bT fHH bT l> § 0 
^';AE5»JS&M-C(4n ^W^JtCJ;&^ JunTf *Fos7ffe^ 'J AE^II 
# N & ^ & © fc i^Tiipa^tf 3 fgfi; < & o (07) o £& N H1R^> 
/\>1f-«:029E^J©^^AMVE^J«fct)%^^^lSv>fSi^^^Lfco & 
fD&* ^#His-tag^ f^fP^^2f§{3±#Ufeo ^W^ff©!^ 

«ifc::i3tt*#yAEflk 029IB^U^J:OTis-tagSa^!J©^mM^$tifeo 

AIB^J&ffl V> ft o fe o *^»!JT* M V^ feSP6-029Jun-HisA©illR^ > 7° 1/ 
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KiTEEfrofco fct, SP6-029Jun-HisA6DlSlR^ >7]/—b b.Z&l' F U 
(^H¥ll-32278K ^1112000-139468) fcib^T, 500fgti: & 

v^c-Jun£:n- FirSDNAcDM, fc^ • W1R> £ cktfc-Jun* W^K© 

mrrytmx&m (tama) gno— ^mz^-^mmm (wmm2 o> ^ 

(TAMRA) ©<^££>ofgf|5giJ (flSHNftiJl 9) T?C*«H&fitflii bfcc-Jun^ 
X h U7 hTlf 5>>JK (SAM Biotin Capture Membrane ; 7"D^jj 
*t) ±fc5#L*#y h fli£2 M NaCl«50 mLf 4 Hk MSzKT* 2 

ISSfe^U << VTi-^j-*?— (Molecular Imager FX, njitvv F*±) 7? 
TAMEA©^§532 miTftfttfJbfco ^©ISIHs HI 8 i:^tJ;9 t s 

T'hrii^VRhfcl^n^ofc (El 8 ; 2) o ftJK£OfefcbT\ ^Jt 
T»1000^g©aSg|tf^-^>*|Bl^^Sn^.fe^^ tT^-^Xbc-Jun^ 
Jg|^©i^tt*-£-PIg£ftfc (08 ; 3) OT\ c-Jun©M-\0M(±tf^-^> 

H»J 4 H^bffifc: is^w^ SMBSflMBCDA? lit ( 1 ) 

Fos/Jun— »#:©<g^4**$tfDNA7 5- ^ > h GyBTfflafftiLfc 7°^ -Y v 
-fc:«fcSPCR"rJi*Sbfeo DNA©»S4fcfc*QIAquick PCEMM (QIAGEN) &ffl^fc 0 
f«§tlbfcDNA7^^> h£200//g/ml©«jgT^tr;*tf y^>f >^gy$ (150 mM 
»; >S?^ h U ^ A/0. 01% SDS, pH 8.5) &DlMbfco 

^-T ^D71/-ft- (Micro Grid, BioRobotics)tc 7, FP^X (DNA-Ready 
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TM Type 1 1 Slides, CLONTECH)£-fc y h LXXtfv =r 4 >^%ffofc (^tfy^ 
4 >^©=fe{^ : J*j*lM]£ ^J25~28°Cbu^s rtt38~42% s V U y 0. 

"Cn h fc^Tk^-frfco 100°C©*y h^U- h±TvJ<#£hfcfbfc^ UV 

Wbt^^tfeo JX^-f h777*^n^>^» (zm^SH gs 1- 
^^;i/-2-t*P iJr-f y >252 ml, 1 M&oSHpH 8) 28 ml) fcSbTgfcJl^Rfl 
^L<Jg»bT, *©^0~30#|HIS»bfco 90°C©^g7j<T^#> &l^s 99. 

fc2k£3Io&) o lx;ty7 7-^5«fU ?$£35$lbTflDMbfco 50 
OOrpms 4°CT3gi^bfe^s S£*fcU X^j FJ:0^^^0SM7^n7l' 
-r^^r^^— (Axon Instruments*! Gene Pix 4000A) £ffll\ 532 nm£:635 nm 
T-^tBbfeo 

X^-T l*#5;*±fc^ Cy5-CUfftfbfcFosi:Jun©J(g^1S«©DNA(635 
nmT-m7fe^ilJ/S)^H^bs Cliifi:Fos#ftTT?s >^U->£lt;>teS 
t\,X&~DWMM mffiffll2) XCj£mmm£tifeJ\mtv53?>^PM (53 
2 nnr£^te£«!l^) %^ti^'tiMbti>lf, DNA-Fos-Jun©^^DNA-Fos-p53©H© 

V->XC mtfsBffi $ ti tc Jun#Fos3qET T'DNA h bTV^£i:#fc>fr3 (5 
32 nmt- D — ^ $ > ^ U — >©g$fi&tftiH"T S £ i: £ «fc D Jun* tip53©#^ *s 
#^3) o |fa— &JRfcWra:£T©fct?fcfcN (fr5T«H»b&DNA#H5£'fls£ 

tlx #£bTl>3£ bftt>fr% (635 nnn?Cy5©^£^ffi-f 3£ fcfc«fc t)DNA© 

o -/J, £±©&-efci\ n-^ >^>;->©^^m^ti^ 

U©^ p53*sFos^ftT-CDNAi:*|#bTV^V^ii:Ast>iP*o ©tfcflfcM 
tS^TOtflix Cy5©^#tfcfcH£;fc,5©^ DNA&#aEbTl^£ fciPfltig 
^©MJH, ^5fef»£tifcJun/^ Fos^£TTMl^fIM©DNAh#^etl 
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mmm 5 mytmt * y m wcD^mmmm^ x nm^s.m w##& c «t * * 

c^mmm* y^^mm-cco^mmmmommmmmm^mt^^^^, 
mm* y * * w®-mmm.mm & a m t u tz „ <t m«i^<b^tj fc^ti? 

tim & § *snft * ? ^mxvtzo mmmvo % 2 mm^mmmm *- s £ <t 
c3iMifiMyt&mnmw& nit * y^z m ^mm. izmmtz z. t t^m 
tzo n-y^yyv-y, cy5nm%mmhtzmMi^mmc-¥os^xm-jm* 
y^*mz^n^n2mwmmLmm&mmw&zmzo m^mmm^mz 

X o TAP-l (c-Fos h c-Jun ®-S#©f£l^Ii$DNA) /u— V * > ^ V - >*m$ 

c-f 0S /cy5^iic-juii MMsttBUs ^mmmmommm^ zmmfe 
m (Kd> ^aiifeo 

1 ) mmm^m 

mmm 2 1-2 5 & s 01 o&j^mi K^cDW^^t^^ffl^t^ 
t^^v h{±^*i/> <;it-^± (t^u^^Bs ^-^-7#i) &mvo 

ik^V (400 mg, Ka-PY^fS/> lO^mol^f) 1:^1, 0*B&lfc:^ 
b tz A ~ D £ FJf ^ir© ? iy ^ F #3* A £ ti 3 £ T* it D ^ Uf & o 0 
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&50 mM $mj- h >J t> A-^ $ J -;i/£2 mL, mmft\ 2 2-25 ©i^t±l7 > 
^^T7jc 1.5 mL J -)V 0.5 mL^jjP^s IlT!14^Sibfeo 5 

5flfc<fc!)H*Bfi# (CPG) ^Dit, 3^£MJ±?Mibfco g§»HPLC [jb 
^A : YMC*± (istSBJfr) K YMC pack ODS-A SH-343-5, 10-60% T-fe h ~ 

h u;v-o.i M S8h U^^V^^-^AicSft (pH 7.0) 30 ^^ofiisag 
£JlBs «E3£ 10 mL/#] T?*tS&s #IS*fe«bfco 

WI2 10i8£\ _tlB©3«£80% 2 -tt\ ^ST*4B#fi§ 

Mgf^s Mffitilibfeo M£30%T-fe h - h U;i/-zk 1 mLSc:«P£^ N 1 M^M 
7jc^±h U^A-Tk (pH 8.3) £0.1 mLs * «fctflBe«i«&Jl 1 * * W 5. F 0.1 
mmol*N,N'-^^^;i/^;VAT^ F 0.5 jnLfc$gfl¥£*;fc$ft£2jn£ N ^St!2B#p B 1 
ailfec ^©^ Poly-Pakll (^b>Uit-^-tt) t«bWtlfco 

^fpgd 2 2-2 5 ©»£\ ±IB©?lfi£30%T-te h - h U^-zk 1 iL 
•^s 1MK»**^- b U ^A-tK (pH 8.3) £0.1 mL, £ «fc fctt&W 2 * * ^ > 
-f ^ K 0.1 mmol£N,N'-^p<^;i/*;i/A7'5. F 0.5 mLfc ^fc?t£#nx.s 
MT?2l§|fflifc*Lfco Poly-PakllT-^bMJEWbfeo ?«£80% 

M-tR 2 mLfc:^S?^* N Sfi*C4l$lfflifcB^ MJ±*IfSbfco »£30%T-fe h 
- F U;1/-tK 1 mLMfj^-tK lHKKzK*^" F U ->A-zK (pH 8.3) £0.1 mL, 
*5J:t>1^fP#JH lXPi/yj $ F 0.1 mmol£N,N'-^^^;i/^;i/AT^ F 0.5 m 

uzmmz^tzmzmz., muxmmmuhtzo ^©mPoiy-Pakii-c-ji&^bMji 

Bffiffl 2 1 (Dm&&£W&mM 2 2~25 ©»£\ M7j £ & ±§B©MEfc60J{ 
F U ^l/^nM-zk 2 mL£JPx, ^M7?30^K®ca^ MJ±vllibfco ^2E§ 
HPLC [#-7 A : YMCtt (3j(M) M YMC pack ODS-A SH-343-5, &j£jft 10-60% 

T-fe h- h u;v-o.i m mmvvx.f-jiTy^-^&ykmm (ph 7.0 30 

ifi^m^^JiB, S!E3 10 mL/7>] TttSSfL $*£%«UBttii3!l2 1-2 5 £#7c 0 
flftfiftO 2 6 fct N fb^rtJ 1 £ t» ®*g& 1 £ffl^T<£-J*bfco £ f^fPtJH 1 
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fi»J2 1 : 


l&m 32% UV (H 2 0) 


A max 558 


nm; 


MS m/z 2035 [M-hT 


BMM2 2 : 




8L UV (H2O) 


Amax 506 nm; 


MS m/z 2093 [M-hT 


f«£iJ2 3 : 




8% UV (H 2 0) 


Amax 506 nm; 


MS m/z 1979 [M-hT 


&MM2 4 : 


urn 


13%. UV (H2O) 


A max 649 


nm; 


MS m/z 2375 [M-H]" 


{§ff$iJ2 5 : 


mm 


13% UV (H2O) 


Amax 649 


nm; 


MS m/z 2261 [M-hT 


mMM2 6 : 


mm 


22% UV (H2O) 


Amax 646 


nm; 


MS m/z 1977 [M-H]~ 
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2 ) wkomm 

(Dm-ofzy^^^ V&m^lto c-jun*J;irc-fosl± j eti j enDNAJi©3|g'&fc: f &S 
&F*>f >&$tMB**£s SP67°D^-*- N QIB^iJs &J;OT7*^(T7-tag)£ 

2.1T0P0^^ ^y^n-^>^bfeo %&<Dmm&*-%-$EM<D-7v h 

=J-;i/{3^cfeo ^»IB?!l£5tlgLfc:7°^^ FDNA{±, Wizard Plus SV Minipr 
eps DNA Purification System (7n^*"t) ^^tlSlfeo 

(S^6~12S1) ^|g^-r§ |J;W77^ ^— (IH^0#^-2 6-2 9 ) £ 
^bfec ^DNA^QIAquick PCR Purification Kits ,(dr7^>tt) till 

bfeo 

3) mm 

P6 RiboMAX Large Scale RNA Production System (7°V*M±) £J§^TIk^L 
tz (37°C, o Pjjffltt^-*-fa«CDV-iT;i/fc^ofco 

V tem^®?:**^ V ? IsT— l?T?»g*DNA&|Sk*U SV Total RNA Isolat 
ion system (7D^i3*tt) TUMRNA^^feo 



mmi±*--J3-§dm(D-?-^7)llz^\ ISIA 5 mg, /l^K»tB?« (Wh 
eat germ extracts 7°D^^±) lOO^l&ill^fco tf ;t^>& & 

^TT^v^m^* (n-^>^u->^>;-x Cy5) ^m-^^ 

t#Abfcm»iiM^ti mmm2 2-2 6) ^iut, c*wm7feisii 

^tifc^y^^H^^Lfe (25°C S imm) o t^V^fALfclM© 
Ma£$ftfifcfcCy5 (Wffiffl2 4 S 2 6), D-^>^U-> ({M&I2 2) 
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mmzs) t»30//Ms d— y*>tn)—> (mmm2 3) &i2.5/zM-cfeofc 0 



4) m>%mk9>wm<Dmm. 

— y >r;i/df- 1/ — h tMHINi-NTA Superflow (*7?>fi:) ^m^tzMmZ:*-*! 
in£fc^ -y^;^l/-h^g^M20^1^|i J p^(3^Pbfc (4°C, ll^lH) o 

^-mmm^m&mmm-cm-it^ 0.5 M^^v-/i/mifi50//i-ct 

- y/r^dei/- h^flilcmiR^tL^^ (Abate, C. et al., (1990) Proc.Natl. 
Acad. Sci. USA. 87, 1032-1036) s fi^6»^'Jt7f- 
i? y T? fctrg^ V n ©ir , fc ^ ^ > ©it £ £ (3±§^> L T - y 1/ — 

r^J31fc:«fc3|I]Ifc*£tfcgtfLfco = y£\Mrl/ — h*sfJ^3StaItK & 

tFs -Y ^ ^V-^a^^lB^SDS^ u ^y >;;i/T^ Fi^tt (sds-page) 

tt^ll, m^H«l¥«f^S (Molecular Imager FX S /W*^* Ktt) T*tfc 

mtoistz (mi 2) o c-YoscDm^^mm^m^^-otco £fcs -fvm 

>£^&*IiHb-£rt) (flWrll2 5) T-M^IilsbfcS^r^ ^ ^ J \f*^y*<£ 
i;&VMHHtfbl%tJ (f«3l)9) ^M^fe^^J±^T> *J;^2^©^-e» 
(013) o 

^ y ^XT-y^^tsUM? > s^Z Kits x h 1/7 hTWymfemmstrept 

avidin Sepharose High Performance (7"?i/tA7 7;K^7t) Tr^^fcff 

fcio J u.i(DmM*m j pfrkimm^fz (4°c, 30^) 0 ^iitT*+^cii^ 
^#bfe#s 50//i©5o TM^^r^-y^tsmmm^mmvtzo 
¥jr^y%^tsMm#>'V?m±s 7\fi?y^m{&mfemmmtraimk imobi 
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lized Monomeric Avidin (VTXft) 7?«ISSb&o mfflmfc&Zffimt*—* — 
°C S 3 0^) o g^lWCf^ttlSMlfe^ 50//1O50 iMe**->& 

^tr«ff«T?»mbfc 0 

i»W itf A / ^ h ttf fi$il bfe (Ell 4©A*«fcVB) o ^a; 

—1348© v—o. fcte fe 0 =y^;i/^ri/-h MJ§a M-o Ufet^f^>^7" 

(Ell 4©A*3«fcti f B N lx->2s 3) o 
WWftbfcWSi^^/^^HOjiftft^tftairbfco ^IRapifttt-fcft-etis 650nmfc 
*5(t^^DJ.^f«25,000-e^«bfeCy5fe^^^th\ 505imt:*»S^?lR^« 
#68,000*Cj£MbfcP— >W — >&mt Lfco 0.1 MhU^MtMffir^pH 
8fc*»bfctfi*H00/zl*M6384^U^^l/>7'l/-h (7>^*±) fc^U 

fcx^yhu ^e7^^T7^^^j;^H#yitt:^;^^->^— 

«si"V i?$k^ <> x mf*^ « £ -£fco ecl & ffl v > fcih¥%%%4k¥mmmm 

m (Molecular Imager ChemiDoCs f^^=yv K*±) ttltBlfe. *iMiB^©T7 
3 k**StS8^nfc (12 1 5) o 
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i5g 



0.99 
0.92 
1.02 
0.93 . 



5 ) m%mwmfr%& 

^nm^mmo nM) %m-&htzo ^(Dm,moui^smis^^^-^y^-(^>^ 

tt ) £ #t b N h fConf oCor2 ( * -JV y t ^ X tt ) £M V > X g^ffiSffi W 

*«l^bfco ^©^*s c-Fos, c-Junj3«tU { DNA©3«5R^TSJDA&ifi«7?J4ffl 
Sffl H tifz tiK c-Jun£^ * * l > *raBK*4T? fctffiSffi H fc*fg& h fi & 

^(Kd){^ l^lxlO" 8 MT-fecfco flfe©^fc«koT^6)*Lfc#K^«[^ mix 
10" 9 M*»e>J^l.lxl0- 7 M (Heuer, K. , et. al., (1996) Biochemistry 35, 906 
9-9075, Pernelle, C, et. al. , (1993) Biochemistry 32, 11682-11687) tm 

&±&£>, *mw£&^xmytMm$titz?>ji?m£^ mmmmmfr%&% 
m^x#>^?wmmm*®Lm-r%z.h&x%, <*e>t^ mm&swiamfr'? 
^m^m&^mmx tmmstnto 

• $mi& i 



Cy5^ft$c-Fos 
Cy5$g§$c-Jun 

n — y ^ > V U — >*Hl$c-Fos 
D — # X > ^ U — >*iff$c- Jun 
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N l — 

- G c (0)-1 

N N 

_ ac,g ac,r 



N =N ac -N„ 

r ac,r gr 

N =N -N 

xy g ac,g * y gr 

J sr D = tM slxl0 - 8 M 



mmm6 mfefcmz£&#>^?mms.ftm(£>Mtif (2) 

1) BMM<v^f$ 

mmm i 9 & s mum i "e^Lfe%©^^to 



2) DNA©iHS? 

2-(D ^<-f MBait)^ W^Rffl 

: MI^ YVy" h ^-fe^ • 7t^-- (Streptomyces avidinii) ttS 

^nfeo *jMs 7°^^^ h\ &mmm - MMK&±i$m<Db(D%m^tz *.m 

m JM109, 7°^*$. FpUC18 N pET20b (y /t^:n >*±) ; ftPSUfSBam 

His BgllK EcoRI*?J;lKHindIII (JiC#l&) ; Ligation High (Jl€#I&) s Ex Taq 
DNA*°UpO — te\ 1^3^97 («) ; QIAquick PCRHS^y h (*7?f> 

{±s itV^^^^O^Elyar^^— • ^7D — (Mole 
cular Clonings Sambrook et al. 1989. CSH press) \z$£-Dfz 0 



WO 02/46395 PCT/JP01/10731 

56 

75?* c; FpSP6-STA-Jun*5J;^pSP6-STA-Fos^J^T©^iT^bfeo £t\ 
X b U7° h TWyMfc^ft, Sc^MStreptomyces avidinii^V A$ii t b 

-5f 3 0*5J:tF3 1) £ffl^TPCIU:±iit@U BamHI43 ^OTcoRIT^b bs pUC18© 
BamHIHEcoRlMEfc?D-->^U pUC-STA£f#fco ^tl^mmtVX, XYU 

7bT trs> ^st-fE^©N«(3T7^ 7^f«-r § fcfe©r^ ^ ^- (ib^j#-^ 3 

2) docttK* hl/7hT^^>5tfe^T^«M^^7°^-r^- (IB»-^3 3) 
feo ££fc s ctx^^MhbTs d©±^(3SP6rn ; E-^-i:^^'n^-tfw 7 

e7-f;i/*fi*cD^>/N>it-iB^^^tf»iR« (5'-utr) %mn-fz>fz&iz, 

V- (IE3Wf3 4:fc«fctf3 3) ^fflV>TPCRJ|i|iibfe»TM-^BaiiiHI^^bb. pE 
T20b©BglII-BamHlM£7P— ->7'bfco * h 1/ 7 h T tf S> >3t 

fE^©#A*|Dl t bTBgl I Ifl!l^^tfE^©±^fc feotW^^U* £ P SP6-ST 

©77-/-?- (S^'J##3 5^3J;^3 6, IB^W"^ 3 £ J; V 3 7) £ffl^TPCR 
T-iiifibs BamHI*?iI>*HindIIItr^'fbb. pSP6-STACDBamHI-HindIIIg|5te^7 u 
— - > ^ U pSP6-STA-Jun*5 cttfpSP6-STA-Fos^#feo 
2-© (Prey)^>^7ffffl 

3) mm 

T^^c-fos^^^c-junCD^t^DNAtts Ribomax RNA-&^->*^A (7P^j/ 
*±) £ffl^TSP6 DNA^°U^^— ^fcj; Dfe^^nfe (37°C S 120^) o ZCOh^ 
20ulCDfcJfom^± s MA 6juL 100 mM©rUTP s rCTP s rATP^ti^til/zb 30 mM 
©rGTP SP6*° U ^7-^2^1/^ A oT&fK £ e> £40 mMfdfiSgbfcRNA^ 

tyWD^ 7rv U:n>#;i4±) ^^UPXTRNACB' j£W*W 
tiplfco -&J^^tifcMA«s RNeasy Mini Kit OT^ft) &ffi^TfjtMbfc 0 
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^>/^1fk:iSlK«fc#\ t#e>tifcmRNA^Proteios™ (T0Y0B0) (D>bm$M 
MLXl±2Mm(D^y7T— ©S*l^ l/7^>^rt- K4^1 N RNase^ >tt*^ 
m^^(TAMRA)-dC-b^-D v-^^>> (0fifp^J 1 9) £^ffibfco Wm*>^ 
3t}«fl># W^H©^> (Molecular Imager FX, 

n^ctOTostis pSP6-STA-Jun^J:t>*pSP6-STA-Fos%^hbT. ±.mtmWi(Dj3 
St^U, Proteios™ (TOYOBO) 2>mm&*m^X $ Wl*K£-f£&ffo 

fee 

4) *jtg£$£ ' 

y4r;W:fr>©ftg$J&l|g-&fc«fc DEMliii&Jgf;*^ 500 mM© 

5-® K^°7^±-\©^>^^Kc7)|l|^b 

DNA^ -f ^D71/^f "V — (MicroGridII s n-f ;frnstf^ ^Xtt) fclf^Vn 
-h*5^ K^"5* (^V*"T*±) §t>nits 60%PBS (10 mMU >@tlS®rt 
+ 150 mM NaCK pH 7.4) /40%^ U -fe P— ;i/C*jSPUfcJunfcFos©^ M/7h7 

bTtr^>ttr^>0*g^-fc«t t>x^-f F^^iitiSife (017 
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lxPBST^bTl&M^fco X^-f K±©X*> h^fcin situ^W X 'J 

<3s ^©#1*1^0.5 mg/mlCD-T^XS^CDirGFos— tftinrffc (c-Fos(6-2H) :sc-447 x 
f->^^;i^— X*t) h0.5 mg/ml©^^[£*©^Jm-Mft#: (c-Jun/AP-l N # 
>^^->l±) ^lxPBST (10 eMU >MM+150 mM NaCl + 0.1% Tween 20, 
pH 7.4) ^mm\^tc^m^%m\^, _hfr£>->— Lfco £©tWiTSI)?l 
iTOTs ^^lBf^Jfo^fco ^JJ&fts lxPBSTT5^^©|gJ:o^^©^m 
£LT5@h. ^&fclxPBS-e3^P^©^^d^3|H s LT^to T 2 

OOOrpms 4 0 CX*lftmcom>b%:V~Cl&m£ : &fzo d^^StKs F±OX^y 
bTM^in situ;W 7">J #M -tf— ^3 >ffi©ftM£©->'J ;v (-f— ^~ 

^>-;K A^f^ Mi) ^©#rtt0.5 mg/ml©Cy3«il©fn;^e7^irL#; 

(>r^=f>*±) i:0.5 mg/ml©Cy5^©^^^^f* (>r^:=r>*t) £lxPBST 

^^li^^S^fco BiJfom, lxPBSTTr^^^^b^^5)5^P^-ro5[Il©fM 
h o £ LT, £ ^fclxPBST zn&m%m.bWk?LT3frm-f'D(DMto *3@tf o 
Tfrf>2000rpm s 4°C-£1t}| h !©j3;1>£ LT^i^tfeo DNA^yXX^^ 
^— (GenePix4000B, T?V>#.) *^-f F±t37;^^h^ti 

h niHifc &Cy3©^«S&-£ ^ ^Iz.^ Y ]yy YT\fV >I^Jun©^ sjf v h 
§M£i3&Cy5©3£7fe«f^tfe (H17©A) 0 Ztlt><Dl@m£ D > bf^^>n 
-bX7-f F^'^^±-\©^ M/XhTlf^>ife^>^^H©@^b«^^ 

•©ffisftffl©^m 

DNAV-f ^D71/^t- (MicroGridlb AMtD*r-f ^7t) fctf^Vn 
-h77^K^7^ (-tzV^T^t) t-fev MT, 60%PBS/40%^U-feD-;i/fc^ 
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<£. gU^b fco 1 %BSA/PBSi8$fc-t? iftMM h 5 bT 'J U 

bfc 1 %BSA/PBS*»T?*&C:mifflSfc"5 bT^P y*>?*ftz>fc 0 BSACfc 
3 7*P >£^, lxPBS«#bT/b^2000rpnk 4°Ctl^^MlT^ ^ -f 
H^7^±Ojg«t*|Rlttbfco *5?-f H±0*#y hfCJifcin situ/W 

^ a >j80M© 4 > U 3 ;K Kft) 

£ft!i!K C«£TAMRA-dC-H°a.-n x^>> (|«&| 1 9) tv^Mbtfet^ 
-y^;i/NTT^D-^©JJ| (^rT^>4±) l?MMbfcHis#^M2{[go^fcFos^ 
W^K^frMJfr^ (1 xPBST/200 mM NaCl/20%^ U -fe n— §^Lt, 
±^6>^-;i/*^'-bfeo i©tt«ST?iiS3|IJ«T©MT?lKFK ( Rji&*-e-fco R 
JfcSU lxPBSre©Si:5&5#|ffl N **2ft»bTl0^ffl N #tm&£ifebT30# 
F^fS -5 bTx $ 1 1 x PBS"C*©iSSife% b & 3^BB©S h -5 * 30ft D 
IU 2000rpm, 4°C(D^^l^^ff oTjb>6<fe«*£-&fco -tl£s DNA^^7"X 
— (GenePix4000B, T^V>tt) Tf^^ri' > bfc#S^ TAMRA-dC-h'rt. — 
PV-f i>> (ifp^ij 1 9) T-^^;Wb£*ifcFosc?X K^^X±fc:S^^ 
nfcJun^s©^*s^m^tifc (El 7©B) o 
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5 . ;* ^ u ^ K U > * — # U i/ 3- ¥)\sW.~li & £ s at 5f< Jl Uli2 \zMM 
CD ? > / 1 & M © C jfcSfij^fffiSJ o 

nt^n i 2 izmmcDt? >/^i® c^w»j 0 
i o . utsfcjg i ~ 9 m^irtifr lm^mmcDmmmt^c^iz^Lt^ > 

12. Kt-^ORF^hs ORFM^© 5 5 W^uglT §s $5 

^rn^E-^-^J;OTiRai>7\>-y— ^tf5'^|ffl|RfI^^s 0RFSM©3 5 HI 

1 3. **SP6 RNA^U^— Hz©:/n^— #-|B5nj£*a?K 
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mm*. > k > v—jfi & ^zi ^etr -f z t> -i ©# * -mm<o—& * mmw 

1 2 (3fB«4©ffl|R^>rb— ho 

1 4 . ORFfJfim ^©TM#£ffl]te^ ^IBEJ&^tN fif^IS 1 2 
1 3 (-SB«6©ffliR^>riy - ho 

1 5 . SlfOtt^ ^IH^U^His-tagia^iJ^^tfs tif^l 1 4 fcfB«©SIIR^ > 
7'L/-ho 

1 6 . m&m i ~ 9 ov^-rti^ i ifl{3iB*4©^ >/^K©c*^f«^y^ 

TTN sf^l 2-1 5©VA^ti^lJl^H3tl4©«iR^>ri/-h^aiK^-e^ 

1 7. 3f^Jll~9©^Tti^ lJI(3l3K©^>/^K©C*Wf5^J#& 

if^iii 2-1 5©^-m^ i JS(3iB«4©iiiR^>7 o i/— h^mmm^m 

18. 77^t^dvF^77^- ^^Is ^t>^n? 
h^77^- S^&Sk $fcj&, Stiffs 33ckZ>\ ^tl^O^Ofl^tcfcfDff 

1 9. ^>^^!afc*gKj^h©^©ffi5^M*«¥*frs^-r'feoT. m 

1 9 {3f3ig©^^ 0 

2 1. Hit^iJU OXttl 1 fcfB«©C5^flWft^>^^!Pt*@JEYh-racii: 
%mffi.hT%s ISsf<JI 1 9 tM©^ 0 

2 2 . mmfr^fimfezntzTuj ±izmmn iox»i 1 K:ia«©c*sH 
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7/17 

is 





o> co r>- co to co cnj cd 
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ms 
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mnm{ sequence listing) 



<110> ^mkAmmmmieio University) 

<i2o> cmmmm^y^^m^xxf^comm.^^ &t>mz, c&mwm?> 

<130> P123-0P1274 

<150> JP 2000-373105 

<151> 2000-12-07 

<160> 37 

<210> 1 

<211> 60 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer for 5' side of c-jun 

<400> 1 

gccgctagca tgactggtgg acagcaaatg ggtcgcggat cccaacagat cccggtgcag 60 

<210> 2 

<211> 43 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer for 3' side of c-jun 

<400> 2 

gccaagcttg aattcagtgg ttcatgactt tctgcttaag ctg 43 

<210> 3 

<211> 29 

<212> DNA 

<213> Artificial Sequence 



<220> 
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<223> PCR primer for 5 5 side of c-fos 
<400> 3 

gtttggatcc ggcagagcgc agagcatcg 

<210> 4 

<211> 31 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer for 3' side of c-fos 

<400> 4 

gccgaattct tagccaaggt catcggggat c 

<210> 5 

<211> 22 

<212> DNA 

<213> Artificial Sequence 



29 



31 



<220> 

<223> PCR primer for upstream side of SP6 promoter 

<400> 5 

cgatgaccct gctgattggt tc 22 

<210> 6 

<211> 43 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer for 3 5 side of c-jun, His tag 

<400> 6 

gtgatggtga tggtgatggt ggttcatgac tttctgctta age 43 

<210> 7 

<211> 37 

<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> PCR primer for 3 5 side of c-fos 3 His tag 



<400> 7 

gtgatggtga tggtgatggc caaggtcatc ggggatc 37 

<210> 8 

<211> 20 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> DNA binding c-Fos/c-Jun dimer 



<400> 8 

ttctcctatg actcatccat 20 

<210> 9 

<211> 20 

<212> DNA 

<213> Artificial Sequence 



<220> 

<223> DNA binding c-Fos/c-Jun dimer 



<400> 9 

aatggatgag tcataggaga 20 

<210> 10 

<211> 418 

<212> DNA 

<213> Artificial Sequence 



<220> 

<223> PCR template containing part of c-jun: c-jun[pSPAM] 
<400> 10 

gaatacacgg aattcgagct cgtttttatt tttaattttc tttcaaatac ttccatcacg 60 

atcagtctcc actagtactt ctcgacaaca atggctagca tgactggtgg acagcaaatg 120 

ggtcgcggat cccaacagat cccggtgcag cacccgcggc tgcaagccct gaaggaagag 180 

ccgcagaccg tgccggagat gccgggagag acgccgcccc tgtcccctat cgacatggag 240 

tctcaggagc ggatcaaggc agagaggaag cgcatgagga accgcattgc cgcctccaag 300 

tgccggaaaa ggaagctgga gcggatcgct cggctagagg aaaaagtgaa aaccttgaaa 360 
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gcgcaaaact ccgagctggc atccacggcc aacatgctca gggaacaggt ggcacagc 418 

<210> 11 
<211> 418 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR template containing part of c-fos: c-fos[pSPAM] 
<400> 11 

gaatacacgg aattcgagct cgtttttatt tttaattttc tttcaaatac ttccatcacg 60 
atcagtctcc actagtactt ctcgacaaca atggctagca tgactggtgg acagcaaatg 120 
ggtcgcggat ccggcagagc gcagagcatc ggcagaaggg gcaaagtaga gcagctatct 180 
cctgaagagg aagagaaacg gagaatccga agggaacgga ataagatggc tgcagccaag 240 
tgccggaatc ggaggaggga gctgacagat acactccaag cggagacaga tcaacttgaa 300 
gatgagaagt ctgcgttgca gactgagatt gccaatctgc tgaaagagaa ggaaaaactg 360 
gagtttattt tggcagccca ccgacctgcc tgcaagatcc ccgatgacct tggctaag 418 

<210> 12 
<211> 378 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR template containing part of c-jun: c-jun[F] 
<400> 12 

atggctagca tgactggtgg acagcaaatg ggtgcggccg cgccggagat gccgggagag 60 
acgccgcccc tgtcccctat cgacatggag tctcaggagc ggatcaaggc agagaggaag 120 
cgcatgagga accgcattgc cgcctccaag tgccggaaaa ggaagctgga gcggatcgct 180 
cggctagagg aaaaagtgaa aaccttgaaa gcgcaaaact ccgagctggc atccacggcc 240 
aacatgctca gggaacaggt ggcacagctt aagcagaaag tcatgaacca cgttaacagt 300 
gggtgccaac tcatgctaac gcagcagttg caaacgttta gaccgcggga ctacaaggac 360 
gatgacgaca agctcgag 378 

<210> 13 

<211> 22 

<212> DNA 

<213> Artificial Sequence 



<220> 

<223> PCR primer: SP6F 
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<400> 13 

cgatgaccct gctgattggt tc 22 

<210> 14 
<211> 76 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer: 5' SP6-029 
<400> 14 

atttaggtga cactatagaa caacaacaac aacaaacaac aacaaaatgg ctagcatgac 60 
tggtggacag caaatg 76 

<210> 15 

<211> 43 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer: JunHis 

<400> 15 

gtgatggtga tggtgatggt ggttcatgac tttctgctta age 43 

<210> 16 

<211> 51 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer: JunHisA 

<400> 16 

ttttttttgt gatggtgatg gtgatggtgg ttcatgactt tetgettaag c 51 

<210> 17 

<211> 37 

<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> PGR primer: FosHis 

<400> 17 

gtgatggtga tggtgatggc caaggtcatc ggggatc 37 

<210> 18 

<211> 45 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer: FosHisA 

<400> 18 

ttttttttgt gatggtgatg gtgatggcca aggtcatcgg ggatc 45 

<210> 19 

<211> 57 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer: JunFlagA 

<400> 19 

ttttttttct tgtcgtcatc gtccttgtag tcgtggttca tgactttctg cttaagc 57 

<210> 20 

<211> 53 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer: 3'HisA 

<400> 20 

ttttttttgt gatggtgatg gtgatgccgc ggtctaaacg tttgcaactg ctg 53 

<210> 21 

<211> 35 

<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> PCR primer: 3'FlagA 

<400> 21 

ttttttttct tgtcgtcatc gtccttgtag tcccg 

<210> 22 

<211> 68 

<212> DNA 

<213> Artificial Sequence 



35 



<220> 

<223> PCR primer containing SP6 promoter, omega sequence and T7-tag 
<400> 22 

atttaggtga cactatagaa caacaacaac aacaaacaac aacaaaatgg ctagcatgac 60 
tggtggac 68 

<210> 23 

<211> 47 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing part of c-jun, histidine tag and poly-A 

<400> 23 

tttttttttc agtggtggtg gtggtggtgg ttcatgactt tctgctt 47 

<210> 24 

<211> 48 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing part of c-fos, histidine tag and poly-A 

<400> 24 

tttttttttc agtggtggtg gtggtggtgg ccaaggtcat cggggatc 48 

<210> 25 
<211> 20 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer containing part of pCR2.1T0P0 vector 

<400> 25 

gaccatgatt acgccaagct 20 

<210> 26 

<211> 22 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing part of c-jun and 6-repeated His-tags 



<210> 27 

<211> 28 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing part of c-jun and 8-repeated His-tags 

<400> 27 

gtggtggtgg tggtggtggt ggtggttc 28 

<210> 28 

<211> 34 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing part of c-jun and 10-repeated His-tags 



<400> 26 

gtggtggtgg tggtggtggt tc 



22 



<400> 28 

gtggtggtgg tggtggtggt ggtggtggtg gttc 



34 



<210> 29 
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<211> 40 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing part of c-jun and 12-repeated His-tags 

<400> 29 

gtggtggtgg tggtggtggt ggtggtggtg gtggtggttc 40 

<210> 30 

<211> 31 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing part of streptavidin gene 



<400> 30 

gccgaattca tatgcgcaag atcgtcgttg c 

<210> 31 

<211> 36 

<212> DNA 

<213> Artificial Sequence 



31 



<220> 

<223> PCR primer containing part of streptavidin gene 
<400> 31 

gcggatccta ctgctgaaca gcgtccagcg ggttgc 36 

<210> 32 

<211> 59 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing part of streptavidin gene and T7-tag 

<400> 32 

gccgctagca tgactggtgg acagcaaatg ggtcgggacc aggctggcat caccggcac 59 
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<210> 33 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing part of streptavidin gene 
<400> 33 

gccggatccg ccctgctgaa cagcgtccag eg 32 

<210> 34 

<211> 77 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing SP6 promoter, part of enhancer from tobacco 
mosaic virus and part of T7-tag 

<400> 34 

gccggatcca tttaggtgac actatagaac aacaacaaca acaaacaaca acaaaatggc 60 
tagcatgact ggtggac 77 

<210> 35 

<211> 35 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing part of c-jun 

<400> 35 

gecgaattea tatggcccaa cagatcccgg tgcag 35 

<210> 36 

<211> 48 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing part of c-jun 
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<400> 36 

attacgccaa gcttacctag tcaaaacgtt tgcaactgct gcgttagc 36 

<210> 37 

<211> 30 

<212> DNA 

<213> Artificial Sequence 



<220> 

<223> PGR primer containing part of c-fos 



<400> 37 

cggaagcttt agccaaggtc atcggggatc 



37 
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